Thank you for the submission of your manuscript to EMBO reports. I am sorry for the slight delay in getting back to you, but we have only now received the final referee report on your study. The full set of reports is copied below.
As you will see, while the referees agree that the findings are potentially interesting, they also all indicate that the study needs to be significantly revised before it can be considered for publication here. Referee 1 indicates that it should be confirmed by additional lines of evidence that somatic tirant expression is not due to disturbances in the germline piRNA pathway, as previously suggested. Referee 2 remarks that it needs to be established whether the somatic silencing defect is specific to the tirant element, and whether tirant silencing in the RT crosses is mediated by the PIWI/piRNA pathway. Two referees each further point out that it should be clarified whether the tirant LTRs can be distinguished from other LTRs, that no direct evidence is presented to confirm the statement that maternally derived piRNAs contribute to the transcriptional silencing of somatic tirant, and that figure 4B requires more detailed images, quantification and additional staining of germ cells.
From these referee comments it is clear that publication of the manuscript in our journal cannot be considered at this stage. However, given the potential interest of your findings, we would like to give you the opportunity to revise the manuscript with the understanding that the referee concerns must be fully addressed and their suggestions (as detailed above and in their reports) taken on board. While the specificity concern of the somatic silencing defect should be addressed, I feel that it may not be necessary to investigate the expression of all protein coding genes and transposable elements. I also think that it will be sufficient to rephrase the statements about transcriptional regulation/H3K9me3 by piRNAs, however, you are certainly most welcome to address this issue experimentally. Finally, I think that figure 2 can stay in the main manuscript file but could be moved to supplement if you want to add additional figures.
Should you decide to embark on such a revision, acceptance of the manuscript will depend on a positive outcome of a second round of review and I should also remind you that it is EMBO reports policy to allow a single round of revision only and that, therefore, acceptance or rejection of the manuscript will depend on the completeness of your responses included in the next, final version of the manuscript.
Revised manuscripts should be submitted within three months of a request for revision; they will otherwise be treated as new submissions. Also, the revised manuscript may not exceed 30,000 characters (including spaces and references) and 5 figures plus 5 supplementary figures, which should directly relate to the corresponding main figure. Please also include scale bars in all microscopy images, the number (n) of experiments and please specify the error bars and statistical tests used to calculate p-values for all quantifications in the corresponding figure legends.
When submitting your revised manuscript, please include:
A Microsoft Word file of the manuscript text, editable high resolution TIFF or EPS-formatted figure files, a separate PDF file of any Supplementary information (in its final format) and a letter detailing your responses to the referee comments.
We also recently decided to offer the authors the possibility to submit "source data" with their revised manuscript that will be published in a separate supplemental file online along with the accepted paper. If you would like to use this opportunity, please submit the source data (for example entire gels or blots, data points of graphs, additional images, etc.) of your key experiments together with the revised manuscript, or latest after acceptance of your study.
We would also welcome the submission of cover suggestions, or motifs to be used by our Graphics Illustrator in designing a cover.
As part of the EMBO publication's Transparent Editorial Process, EMBO reports publishes online a Review Process File to accompany accepted manuscripts. This File will be published in conjunction with your paper and will include the referee reports, your point-by-point response and all pertinent correspondence relating to the manuscript.
You are able to opt out of this by letting the editorial office know (emboreports@embo.org). If you do opt out, the Review Process File link will point to the following statement: "No Review Process File is available with this article, as the authors have chosen not to make the review process public in this case." I look forward to seeing a revised version of your manuscript when it is ready.
REFEREE REPORTS:
Referee #1:
The manuscript by Akkouche et al reports the regulation of tirant retrotransposon by maternally deposited piRNAs in Drosophila simulans. The authors show that crosses between the strain, which lacks functional tirant copies, and the strain, which contains the functional copies leads to the activation of transposon depending on the direction of the cross. Thus, this regulation seems to be similar to the I-or P-elements induced hybrid dysgenesis described in Drosophila melanogaster. What is especially interesting the derepression of tyrant takes place in somatic ovarian cells (follicle cells), but not in the germline cells. The authors found that tirant mRNA is upregulated in the precursors of the gonadal somatic cells of the F1 daughter embryos. They suggested that the maternally deposited piRNAs could be transmitted to somatic cells of the embryo, where they guide transposon silencing. This is an important and new finding. They also show that silencing of tyrant copies is associated with histone H3K9 trimethylation suggesting transcriptional regulation of this element by piRNAs. The Manuscript seems to be of broad interest to the scientists in this field, but the data presentation and discussion should be improved for the publication.
1.
The authors should cite and discuss the article of Theurkauf lab (Khurana et al, 2011 ) that contains the observations of transposon derepression in the somatic follicle cells as a result of P-element hybrid dysgenesis. Khurana et al suggest that disturbance of germline piRNA pathway may activate transposons in the somatic ovarian cells. In this manuscript another mechanism is suggested because tyrant is not upregulated in the germinal cells of NRT females. However it would be better if authors provided additional evidences that somatic derepression of tyrant is not a result of the disturbance of germline piRNA machinery. For instance, the following items could be added: (1.) Whether NRT ovaries and oocytes have phenotypes characteristic for the germline transposon activation ? (2.) Whether piRNAs corresponding to other transposons and their ping-pong signatures differ between NRT and RT ovaries?
2. Figure 4B : More detailed images are required to show that the transcripts are located in somatic gonadal precursors. This is the crucial result.
3. The statement "tirant .... piRNAs are actually required for the somatic transcriptional silencing of this TE..." in the abstract should be rewritten, since the transcription regulation is not shown directly. Moreover, there is no direct evidence that histone H3K9 trimethylation changes are related to the somatic cells.
Referee #2:
piRNAs are generated through a two step process of primary piRNA production and ping-pong amplification. In the prevailing model, primary piRNAs are generated from cluster transcripts through a poorly understood process. In ovarian somatic cells, only primary piRNAs are produced and they are not further amplified. The primary piRNAs, complexed with Piwi proteins, cleave targets to generate the precursors of additional piRNAs, which in turn cleave cluster transcripts to produce additional piRNA precursors. The ping-pong pathway in Drosophila melanogaster is also primed by maternally deposited piRNAs through germline transmission that are antisense to transposable elements (TEs) and loaded onto Aub. However, how the primary piRNA production in ovarian somatic cells is initiated remains elusive.
Akkouche et al. present data that maternally deposited piRNAs are required for the somatic silencing of tirant element, a retrovirus-like element in D. simulans. The authors provide genetics data, together with deep sequencing data, indicating that a deficit in maternally deposited tirant piRNAs in the embryos laid by a Chicharo female is associated to the activation of this element in the follicular somatic cells of the offspring from the NRT (between a female from the Chicharo and a male from the Makindu strain) crosses. Taken together, these findings suggest an important role of maternally deposited piRNA in the somatic silencing of tirant.
The observations are intriguing and suggest a novel role for maternally transmitted piRNAs in piRNA biogenesis and TE silencing in ovarian somatic cells. However, the presentation is somewhat disjointed. The functional link between maternally transmitted piRNAs and TE silencing in ovarian somatic cells is not explored. For example, piRNAs that are mainly produced by ping-pong cycle in gemline cells are necessary for the silencing of TEs in ovarian somatic cells, but it is unclear if and how these piRNAs move to and accumulate in ovarian somatic cells or how these piRNAs initiate TE silencing in ovarian somatic cells. ChIP experiments reveal that the level of H3K9 me3 enrichment in tirant elements remains low in the offspring of the NRT cross, but it is unclear if this is dependent on piRNA pathways, or if Piwi, for example, is required for the histone modification on the tirant elements. The following additional studies would help address these issues.
1. The data are consistent with a role for maternally transmitted piRNAs in tirant silencing in ovarian somatic cells, but the analysis is somewhat superficial and the specificity of the silencing defect has not been established. To address these issues, RNAseq should be used to assay all proteins coding genes and mobile elements. RIP-seq for PIWI proteins should also be performed to address the question of whether tirant-piRNAs are present in imunopurified Piwi. 2. It is unclear how the authors map piRNAs. piRNAs in Chicharo map to the LTR of tirant ( Figure  2 ). Can the LTR sequence unambiguously be distinguished from other LTRs? How do the authors distinguish secondary piRNAs from primary piRNAs (Supplementary 2 Table) ? 3. The authors previously showed that tirant Env protein is not detected in both Makindu and Chicharo strains, though tirant transcripts are detected in Makindu strain (J. Virol 2012, 86: 3675-3681) . These findings suggest that tirant element is silenced at translational levels in Makindu strain and transcriptional or transcript accumulation levels in Chicharo strain. It is hard to understand why crosses between two silenced strains activate the expression of tirant element. It is also unclear why tirant silencing in the RT crosses was "not expected" (page 4 middle). Is the observed silencing in the RT crosses dependent upon PIWI proteins and other piRNA genes?
In sum, this manuscript is far too preliminary for publication in any journal. 4. Is the single major finding robustly documented using independent lines of experimental evidence YES "Maternally deposited germline piRNAs regulate a retrotransposon in somatic cells" In Drosophila melanogaster, it has been shown using hybrid dysgenesis that maternally supplied piRNAs control TE expression in the germline of the subsequent generation. However, it is not known if these maternally deposited piRNAs also control TEs in somatic tissues. Here, using a dysgenic crossing system involving tirant transposons in Drosophila simulans, the authors show that maternally supplied piRNAs are also required to control somatic TE levels. They show that the loss of control of TEs is correlated with low H3K9me3 marks, suggesting a transcriptional control of these elements. This is a very nice demonstration that maternally supplied piRNAs also regulate somatic transposons; however, several aspects need to be addressed before this paper can be published as a report.
Major points:
1. Figure 2 is not required as a main figure. This can be supplemental as this is a control for the dysgenic experiment.
2. Figure 3 , why does the LTR alone give signal in the NRT cross? Does the Tirant LTR have sequence homology with other transposon LTRs? If so, these sequences should be filtered out and the data re-analyzed.
3. The paper can be strengthened if they can knock down the enzyme responsible for H3K9me3 marks and show that the Tirant transposons are now up-regulated in the soma. The data they have shown in the paper is only correlative and not the stated "evidence that maternally deposited piRNAs promote conformational changes in the chromatin corresponding to active Tirant copies, contributing to the transcriptional gene silencing (TGS) of the element".
Minor points:
1. The writing could be clearer throughout the paper. 2. Germinal vs germline is used interchangeably. The authors should pick one and stick with it, perhaps germline? 3. The figure legends are not clear. For example, in Figure 1C the authors should specify what we should be looking at in the nurse cell zoom. 4. Figure 1D should include a zoom of the somatic follicle cells. 5. Figure 4C Reference to Khurana's study was added and discussed in the manuscript. We also performed additional experiments showing that tirant deregulation was not due to a disruption of the germinal piRNA machinery. Indeed, we checked that, in the ovaries from F1 daughters of the NRT cross Vasa and Ago3 correctly localized in the nuage ( Figure 1E ). Moreover, we have neither observed gonadal atrophy in the F1 NRT females nor sterility of eggs laid by these females as previously described for the P-M system. These data are not presented in the manuscript. During the past three months, we have tried to perform on the same samples both RNA FISH to detect tirant mRNA and immunostaining to detect Traffic Jam and Vasa proteins, which are specifically expressed in somatic and germinal gonadal cells respectively. We were unable to perform this experiment successfully. Alternatively, since these two different cell types can be distinguished in 12-16 hour embryos, we have performed the two experiments independently, and clearly shown that tirant transcripts were expressed in the same somatic gonadal tissue as Traffic jam. New images are now provided in the revised version ( Figure 3D) . We agree with referee's comment and the sentences were changed in both the abstract and the conclusion.
Abstract : "we showed that these piRNAs are actually required for the somatic silencing of this TE and correlate with an increase in histone H3K9 trimethylation on its active sequence."
Conclusion : "Unexpectedly, our study revealed a critical role for maternally deposited tirant piRNAs in the silencing of the tirant retrovirus-like element in somatic cells that correlates with conformational changes in the chromatin corresponding to tirant active copies." In our study, we have now improved the bioinformatic analyses by comparing the fold-changes in piRNA abundances for each of the 85 major TEs between 0-2 hour eggs laid by RT and NRT crosses (Figure 2A and 2B) and between parental ovaries (Supplementary Figure 2) using both heatmap and scatter plot. The majority of the TEs displayed similar piRNA levels between NRT and RT embryos as shown by the predominance of close to 1-fold changes in heatmap except tirant (5.23 fold) (Figure 2A, Supplementary Figure 2) . Moreover, we checked 3 other TEs for which the fold-changes were more than 1.5-fold increased in RT compared to NRT (M4 (2.73 fold), gypsy5 (2.15 fold) and TAHRE (2 fold)).
-M4 : no complete or functional copies were found in Drosophila melanogaster and D. simulans sequenced genomes. This is probably an old element no longer active. -Gypsy5 : a coding sequence and potentially a functional element was found in the sequenced genome of D. simulans. We performed RT-qPCR in order to compare the expression level of gypsy5 messenger RNA in both RT and NRT daughters and we were unable to detect any differences between both. -TAHRE : no complete or functional copies were found in D. simulans. As these results confirmed the tirant specific deregulation, we did not add supplementary information in the main text.
Regarding the role of Piwi-associated tirant piRNAs in the silencing of tirant in ovarian somatic cells of RT cross, we have performed complementary experiments that have been added in the revised manuscript ( Figure 4C ). Because tirant expression could be both germinal and somatic, performing Piwi immunoprecipitation and RNA-seq on total ovaries will not help to discriminate tirant piRNAs coming from somatic cells. To address this point, we have compared the levels of two specific tirant piRNAs after total RNA extraction from ovaries and from purified follicle cells of RT and NRT daughters. Our data clearly showed that tirant piRNA levels were, as expected, significantly higher in F1 ovaries of RT cross compared to NRT, which was not the case for the Traffic jam piRNA used as control. Our analysis also revealed that in purified follicle cells the tirant piRNA level related to the germinal Ago3 component was significantly higher than the relative level of the same piRNA in total RNA ovaries. This observation strongly suggest the tirant piRNAs were increased in follicle cells of RT ovaries where the piRNA population is exclusively loaded by Piwi, the only PIWI protein expressed in the follicle cells.
"2. It is unclear how the authors map piRNAs. piRNAs in Chicharo map to the LTR of tirant (Figure 2). Can the LTR sequence unambiguously be distinguished from other LTRs?"
Because LTRs are among the less conserved regions across retrotransposon families, tirant LTRs can unambiguously be distinguished from others (Jordan and McDonald, 1998, J Mol Evol 47, 14-20; McClure et al., 1988 , PNAS 85, 2469 -2473 . The most closely TE related to tirant is ZAM (Terzian et al., 2001 , BMC Evol Biol 1:3) and when we aligned tirant and ZAM LTR sequences no perfect alignment (100% identity) longer than 10-bp could be found suggesting that piRNAs mapping to tirant LTR could be unambiguously assigned to tirant. Following is the result of the alignment using CLUSTALW (reference sequences from D. melanogaster sequenced genome, stars indicate perfect matches):
In our libraries, many tirant piRNAs map onto the LTR. This is not surprising since we know from previous analyses that many insertion sites for tirant actually correspond to short fragments or solo LTRs (Fablet et al., 2009 , FASEB J 23, 1482 -1489 . In the text we have added a sentence to highlight that in the Chicharo strain devoid of functional tirant copies, the secondary tirant piRNAs probably come from these short fragments.
"Interestingly, we observed that tirant secondary piRNAs in both Chicharo strains and in embryos laid by NRT crosses mapped to LTR sequences suggesting they were produced by shorts fragments or solo LTRs." Table) ?"
"How do the authors distinguish secondary piRNAs from primary piRNAs (Supplementary 2
In the revised version of the manuscript, we have added the following sentence: "To further characterize this phenomenon, we split the tirant piRNA populations into piRNAs that had at least one sequenced ping-pong partner (i.e. another piRNA containing a reverse complementary 5' 10-mer, see Supplementary Methods)…" Moreover, in the supplementary methods, the sentences explaining the bioinformatic procedure for secondary piRNA identification have been changed: "3. The authors previously showed that tirant Env protein is not detected in both Makindu and Chicharo strains, though tirant transcripts are detected in Makindu strain (J. Virol 2012, 86: 3675-3681) 
. These findings suggest that tirant element is silenced at translational levels in Makindu strain and transcriptional or transcript accumulation levels in Chicharo strain. It is hard to understand why crosses between two silenced strains activate the expression of tirant element."
The tirant transcripts detected in the germline of Makindu strain (which contain active tirant copies) (J. Virol 2012, 86: 3675-3681) were likely the result of the post-transcriptional silencing process. In the Makindu ovaries, tirant envelope protein was not detected, suggesting a silencing at a translational level as noticed by the referee. Chicharo strain was devoid of any active tirant copies.
"It is also unclear why tirant silencing in the RT crosses was "not expected" (page 4 middle)."
We have removed the sentence.
"Is the observed silencing in the RT crosses dependent upon PIWI proteins and other piRNA genes?"
No mutant for the piRNA pathway proteins is currently available in D. simulans. It is thus impossible to have direct evidence for the involvement of the PIWI proteins in tirant silencing, as it is frequently done in D. melanogaster. D. simulans and D. melanogaster diverged less than 3 Mya, and we can expect that the general TE silencing pathway is conserved, in that TEs are silenced by piRNAs and PIWI proteins. Since the amount of tirant piRNAs is different between the two D. simulans strains and their progenies, we could assume that tirant regulation is dependent of PIWI proteins and other proteins involved in the piRNA pathway as previously reported in several studies. Moreover, in D. melanogaster there are no intermediate elements (germline and somatic) for which we have empty strains such as Chicharo, and regulated strains such as Makindu. This work gave us the opportunity to identify complementary piRNA mediated silencing of TEs, contributing to our knowledge on TE regulation.
Referee #3
Major points: This point was also raised by reviewer 2. Please refer to our answers to reviewer 2 point 2.
"3. The paper can be strengthened if they can knock down the enzyme responsible for H3K9me3 marks and show that the Tirant transposons are now up-regulated in the soma. The data they have shown in the paper is only correlative and not the stated "evidence that maternally deposited piRNAs promote conformational changes in the chromatin corresponding to active Tirant copies, contributing to the transcriptional gene silencing (TGS) of the element".
It is currently difficult to perform genetics in D. simulans as no mutant is available. As suggested by the reviewer, we rephrased the corresponding statement, so that it is unambiguously that the relationship between maternally deposited tirant piRNAs correlates with conformational changes. The sentences in the revised manuscript are:
Conclusion : "Unexpectedly, our study revealed a critical role for maternally deposited tirant piRNAs in the silencing of the tirant retrovirus-like element in somatic cells that correlates with conformational changes in the chromatin corresponding to tirant active copies."
"1. The writing could be clearer throughout the paper."
We reconsidered the writing of the article in order to make it clearer.
"2. Germinal vs germline is used interchangeably. The authors should pick one and stick with it, perhaps germline?"
This point was corrected. All the figure legends were reviewed and we indicated by arrows the important points to be looked at by the readers.
"4. Figure 1D should include a zoom of the somatic follicle cells."
This figure was modified. We are not presenting a zoom in the follicle cells to avoid increasing the complexity of the Figure. From the presented figure we clearly see that ENV is present in the follicle cells. We have added specific staining for the somatic and germinal gonadal cells labeled by Traffic Jam and Vasa proteins respectively ( Figure 3D ). Our experiments demonstrate the specific expression of tirant mRNA in the precursors of the follicle cells in 12-16 hour embryos.
2nd Editorial Decision
Thank you for the submission of your revised manuscript to our journal. We have now received the enclosed report from referee 2 who was asked to assess it. Referee 2 still has a few suggestions that I would like you to incorporate before we can proceed with the official acceptance of your manuscript.
I think that most of the remaining concerns can be quite easily addressed. However, I would like to know how you feel about the Piwi immunoprecipitation experiment referee 2 is asking for. Could it be performed in a reasonable time frame? While it would certainly strengthen the study and thus you are very welcome to add it, we also think that it would not be absolutely required for publication of the manuscript here. I would appreciate your feedback on this point.
Regarding the stats, can you please explain in the figure legends what the 2 and 3 stars represent in figures 1B, 3A, and 4B,C.
I also would like to suggest some minor changes to the title and abstract of the manuscript, as follows:
Maternally deposited germline piRNAs silence the tirant retrotransposon in somatic cells Transposable elements (TEs), whose propagation can result in severe damage to the host genome, are silenced in the animal gonad by Piwi-interacting RNAs (piRNAs). piRNAs produced in the ovaries are deposited in the embryonic germline and initiate TE repression in the germline progeny. Whether maternally transmitted piRNAs play a role in the silencing of somatic TEs is unknown. Here we show that maternally transmitted piRNAs from the tirant retrotransposon in Drosophila are required for the somatic silencing of the TE, and correlate with an increase in histone H3K9 trimethylation on active tirant copies.
Please let me know whether you agree with these changes.
I look forward to seeing a new revised version of your manuscript as soon as possible.
REFEREE REPORTS:
Referee #2: This is a revision of a previous submission to EMBO rep. It is an important contribution to our understanding of how transposable elements in ovarian somatic cells (follicle cells) are silenced. I will not describe the main achievements of the paper, since this was done in the review of the original submission. Instead I will focus on areas that still need improvement.
1. In response to the Referee #2's criticism, the authors state in the rebuttal letter that "Because tirant expression could be both germinal and somatic, performing Piwi immunoprecipitation and RNA-seq on total ovaries will not help to discriminate tirant piRNAs coming from somatic cells." The authors later perform qRT-PCR using isolated follicle cells (Figure 4 ). I still think it is important to perform Piwi immunoprecipitation and RNA-seq on total ovaries and isolated follicle cells separately and compare piRNA profiles between ovaries and ovarian somatic cells. This is also important to corroborate the involvement of Piwi in tirant silencing in somatic cells (though H3K9me3 modification).
2. The authors state in the text (page 6) that "We observed that, in NRT embryos, tirant mRNA was specifically expressed in several tissues and particularly in somatic gonadal cells (follicle cell precursors), while no tirant transcript was detected in RT embryos ( Figure 3B, 3C, 3D )." It is not clear where follicle cell precursors are located in Figure 3 Figure 4C , it is stated that "piRNA levels are expressed relative to Ago3 mRNA control." Ago3 is not expressed in ovarian somatic cells as the authors state in Introduction. How then can the authors normalize piRNA levels in follicle cells using Ago3 which is not expressed.
4. In conclusion (page 7 last paragraph), the authors speak of "conformational changes in the chromatin of tirant active copies," implicating that H3K9me3 modification causes conformational changes in the chromatin. I do not see that we can conclude that from the data. What is shown is that the levels of H3K9me3 in RT samples are relatively higher that those observed in NRT samples, but that does not mean that conformational changes in the chromatin of tirant active copies occur. That does not diminish the importance of the paper, we just do not want to over-interpret the data.
2nd Revision -authors' response 27 February 2013
Referee 2:
2. The authors state in the text (page 6) that "We observed that, in NRT embryos, tirant mRNA was specifically expressed in several tissues and particularly in somatic gonadal cells (follicle cell precursors), while no tirant transcript was detected in RT embryos ( Figure 3B , 3C, 3D)." It is not clear where follicle cell precursors are located in Figure 3 B and C.
We have added a sentence in the revised version. "Moreover tirant mRNAs accumulate in follicle cell precursors as its expression profile corresponds to Traffic jam profile that is a somaticspecific marker surrounding Vasa germline-specific marker ( Figure 3C, 3D) ." 3. Figure 4 : a) The authors should show the purity of isolated follicle cells by probing somatic and germline specific transcripts or proteins.
b) It is not clear how the authors perform qRT-PCR to measure piRNAs. No detailed description in Methods and Supplementary methods. c) In the legend of Figure 4C , it is stated that "piRNA levels are expressed relative to Ago3 mRNA control." Ago3 is not expressed in ovarian somatic cells as the authors state in Introduction. How then can the authors normalize piRNA levels in follicle cells using Ago3 which is not expressed.
In the revised version, we have changed the figure 4C. We have shown the level of Ago3 mRNA in total ovaries and in isolated follicle cells to answer to the first point of the referee.
We have added in the Methods detailed description of preparation of isolated follicle cells and the qRT-PCR to measure piRNAs (pages 8 and 9).
We have expressed the piRNA levels related to Traffic jam mRNA a specific marker of follicle cells.
We hope that we have adequately addressed the criticisms and hope that the revised manuscript is now acceptable for publication in EMBO Report. Please do not hesitate to contact us if you should have any more questions. We are looking forward to hearing your final decision. I am very pleased to accept your manuscript for publication in the next available issue of EMBO reports. Thank you for your contribution to our journal.
As part of the EMBO publication's Transparent Editorial Process, EMBO reports publishes online a Review Process File to accompany accepted manuscripts. As you are aware, this File will be published in conjunction with your paper and will include the referee reports, your point-by-point response and all pertinent correspondence relating to the manuscript. Finally, we provide a short summary of published papers on our website to emphasize the major findings in the paper and their implications/applications for the non-specialist reader. To help us prepare this short, non-specialist text, we would be grateful if you could provide a simple 1-2 sentence summary of your article in reply to this email.
Thank you again for your contribution to EMBO reports and congratulations on a successful publication. Please consider us again in the future for your most exciting work.
REFEREE REPORT:
I am satisfied with the authors' responses.
